. Transient reporter expression is consistent regardless of copy number and insertion site. Representative images showing mosaic expression patterns in three separate clutches injected with 5XATF6RE:d2GFP plasmid DNA. Scale bar=1mm.
. Reporter expression dynamics throughout development. Representative images showing expression of one active copy of 5XATF6RE:d2GFP and 5XATF6RE:eGFP. The microscope settings were kept consistent across groups and throughout the timecourse. Scale bar=1mm. Figure S4 . eGFP reporter expression is increased after heat shock induced constitutive active ATF6 expression. (AB) Representative images (A) and quantification of reporter expression (B) from embryos expressing hsp70:GAL4 and 5XATF6RE:eGFP transgenes that were injected with an mCherry tagged UAS construct to mosaically overexpress caATF6 compared to injection control (Inj. Ctrl.) embryos injected with all components except overexpression constructs. 2dpf embryos were heat shocked and confocal images were captured 12 hours later. Quantification (dotted line) revealed a significant increase in 5XATF6RE:eGFP expression with overexpression of caATF6 compared to the injection control (p=0.0071). ** p≤0.01; unpaired t-test. Scale bar=1mm. Figure S5 . Autonomous reporter activation by constitutive active ATF6. Embryos expressing hsp70:GAL4 and 5XATF6RE:d2GFP transgenes were injected with an mCherry tagged UAS construct to mosaically overexpress caATF6 or a UAS construct with mCherry expression alone as a control. 2 dpf embryos were heat shocked and confocal images zoomed on the jaw region where reporter expression was highest were captured 12 hours later. Quantification revealed that compared to mCherry expression alone, caATF6-2A-mCherry has significantly higher autonomous expression (p=.0005; arrowheads) and significantly lower nonautonomous expression (p=0.0177; arrow) and non-responsive expression. (p<0.0001; asterisk). * p≤0.05; ***p≤0.001; ****p≤0.0001; unpaired t-test. Scale bars=0.1mm. Figure S6 . Chemical ER stressors activate eGFP reporter expression. (A) Zebrafish embryos were treated with ER stressors at 1 dpf. Quantification (dotted line) revealed that 5XATF6RE:eGFP expression was significantly higher at 4 hpt with Thapsigargin (p=0.0012) treatment, 24 hpt with Brefeldin A (p=0.0008) treatment, and 48 hpt with Tunicamycin (p=0.0054) and Brefeldin A (p=0.0010) treatment. ** p≤0.01; *** p≤0.001; unpaired one-way ANOVA with Dunnett's post-hoc test with respect to DMSO control group. Scale bar=1mm 
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